IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 

BECEIVED 

In re-application of - onn9 

Perez et al. 

Group art Unit : 1638 
Serial N° : 09/380,086 Examiner : Kubelik, S 

Filed : November 11,1 999 

For : Novel uses of male sterility in plants. 



DECLARATION UNDER RULE 132 



Hon. Commissioner of Patents and Trademarks 
WASHINGTON D.C. 20231 

Sir: 

I, Pascual PEREZ, residing at 17, Chemin de la Pradelle Varennes, 
63450 Chanonat (France) ; 
Declare and say : 

I am citizen of France. 



I am graduated from the University Paul SABATIER ( Toulouse, FRANCE ) 
where I got in 1981 a Master degree of Molecular Biology and Biochemistry 



2 



followed by a Graduate Diploma of Applied Studies ( DEA ) in Microbiology and 
Microbial Genetics obtained in 1982 in the same Univertsity. 

I am currently working as the Laboratory Head Manager and Research Co- 
ordinator (Corn Transformation & Functionnal Genomic Group leader) in the 
Biogemma laboratory located , 24, avenue des Landais 63 170 Aubiere (France) 

I am an inventor of the present patent application and I am aware 
that the Examiner allegued that using artificial male sterility in plants to 
prevent transgene dissemination from transgenic plants according to the 
invention was obvious over Ellstrand et al. and Nyers et al. 

However, there was no reasonable expectation of success, and 
especially no hint of the excellent results that could be obtained. 

Trials that support the high efficiency of the invention to prevent 
transgene escape have been conducted under my personal supervision for 
corn. I have also got access to the results of our English coworkers 
belonging our company, Dr Tina Barsby and Dr Wyatt Paul , obtained with 
modified tobacco plants. 

Tobacco carrying a construct centering artificial male sterility (AMS) 
was field trialed. The constructed included the barnase gene (Hartley, R.W J. 
Mol. Biol. (1988) 202, 913-915) under the control of the A9 promoter (WO 92 
1 1379). The barnase gene, which encodes a ribonuclease, confers the male 
sterility, whereas the A9 promoter insures a specific expression of the 
transgene in the anthers. The cultured nnodified tobacco proved to be 100% 
sterile as no pollination could be observed. The invention thereby provides 
an efficient system for preventing transgene escape. 

These experiments further show that male sterility can also be used 
with great success to avoid transgene dissemination in the context of fruit or 

seed-production.-ln-particular, -field-trials -with-corn,~modified~with- different 

constructs conferring male sterility, allowed seed production as well as 




prevention of pollination of the cultured nnaize plants. Most of the results 
coming from different field trials at differents periods and locations are 
presented in attached Table 1. The transformants described use either the 
Arabidopsis A9 promoter (WO 92 11379) or the Mac 2 ( WO 00 68403) 
maize promoter for directing Barnase expression in the tapetum and where 
produced with an Agrobacterium mediated transformation method. As 
presented in the table they have been used at different generation level 
attesting the stability and efficiency of the male sterile trait and its usefullness 
to prevent transgene (s) transfert via the male side. 

Similar results where obtained with previous transformants obtained 
with a particle gun transformation procedure using A9 promoter driving the 
barnase coding region : not presented here. 

In the attached table 2 and accompanying figure 1 (see below), it is 
important to notice that the grain yield of different hybrid versions looks 
mostly similar with or without the male sterility gene preventing the male 
diffusion of the basta resistance trait. 

As a conclusion, at the time when the invention was reduced to 
practice, it could not be expected that the use of male sterility would insure 
such an efficient prevention of transgene escape, nor that male sterility could 
be applied for the culture of fruit of seed producing plants without prejudice 
for fruit or seed production. 
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Rgure 1 : Comparison between hybrids produced with transgenic and non transgenic 87SN1 65 

female line 
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4 repe^ per hybrids 



I 165*27BXLHiei\i 



^ LH181xSN87ie5\i 



LPrK3?xSN8n65\i 



^ FrB3;(SN87165\i 



# 165+27BXLPFKJ2\i 



r«lEP?8xSNe7165\i 
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tW072xSN87165\i 
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The undersigned Declarant declares further that all statements nnade 
herein of his own knowledge are true and that all statements made on 
information and belief are believed to be true ; and further that these 
statements were made with the knowledge that wilful false statements and 
the like so made are punishable by fine or imprisonment, or both, under 
section 1001 of Title 18 of United States Code and that such wilful false 
statements may jeopardize the validity of the application or any patent 
issuing thereon. 



-Signed-this 28 th day of February 2002 




